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AMENPIVIRNTS TO i HE CLAilVIS : 

This listing of claims will replace all prior versions, and listings, of claims in the 
application: 

Listing of Claims: 

1 . (Currently Amended) An isolated a nd purified Escherichia coli strain comprising fee^ 

an inactivated chromoso mal /<d^ci?C operon and an im(:t \yM^ PckA ficne gtn^ 
that-ate waetivat<i4. 

2. (Original) The Escherichia coli strain iu^ set forth in claim 1, wherein {Yi^ifKkA gene is 

inactivated by introducing a foreign pckA gene fragment containing an antibiotic 
resistance gene having a site-specific recombinase binding site at each of both 
ends thereof into a parent Escherichia coli strain containing an L-thrconine 
degradation-associated operon, (dcBC, that is inactivated, and then allowing 
homologous recombination between the foreign pck/i gene fragment and the pckA 
gene on chromosome to inactivate the chromosomal pck/1 gene. 

3. (Original) The Escherichia coli strain as set forth in claim 2, wherein the pckA gene is 

inactivated by removal of the antibiotic resistance gene incorporated thereinto by 
the activity of the site-specific recombinase expressed in the Escherichia coli 
strain and the presence of one copy of the binding site of the site-speciiic 
recombinase in the chromosomal pcLA gene, 

4. (Original) The Escherichia coli strain as set forth in claim 2, wherein the site-specific 

recombinase is FLP, Cre or XcrC/D, 
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5. (Original) The Escherichia coli strain as set forth in claim 2, wherein the strain is 

Escherichia coli FTR2717 (KCCM-10475) comprising on chromosome a /^c/c^i 
gene inaciivaicd by introducing an exogenous pckA gene fragment containing an 
antibiotic resistance gene having a loxP site at cacli of both ends thereof into the 
parent Escherichia coli strain containing the l,-lhrconinc degradation-associated 
operon, tdcHC\ that is inactivated, 

6. (Withdrawn) A method of producing L-thrconine using the Escherichia coli stf^iin of 

claim L 

7. (Withdrawn) A recombinant plasmid pf? ApckA::loxpcat comprising a pcAyf gene 

fragment including a chloramphenicol resistance gene and loxP sites, wherein the 
recombinant plasmid is prepared by cloning a partial pckA gene into a pT7l3lue 
vector to produce a pT7Bluc//«rA:-4 plasmid, obtaining a DN A fragment containing 
a chloPdmphenieol resistance gene and /ax7^ sites, !oxpcat2, from a ploxpcat2 
plasmid, and ligaling the loxpcat DNA fragment to the Nrul-digcstcd 
pT7Blue//vA>« plasmid. 

«. (Canceled) 

9. (Currently amended) The E.^chcrichia coli strain of claim 1 8. wherein the strain: 

(a) hiis resistance to threonine analogues, lysine analogues, isolcucine 

analogues, and methionine analogues compared to a corresponding wild- 
lyiie strain thereof; and • 

NY(:V323353.1 4 
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(b) comprises in its chromosome: 

( 1 ) an endogenous ppc gene; 

(2) an endogenous Ihreoninc opcron containing ihtA. thrB and ihrC genes; 

(3) one or more copies of an exogenous ppc gene; and 

(4) one or more copies of an exogenous (hrA^ ihtB and thrC genes. 

H). (Canceled) 
!L (Canceled) 

12. (Canceled) 

1 3. (Original) The Escherichia coli stniin of claim % wherein the strain is Kschenchia 

coif FTR27 i 7 (Accession No. KCCM- 1 0475). 

14. (Withdrawn) A method for inactivating an endogenous, wild-type ;>c/:>*l gene in a 

microorgjinism comprising: 

consttucting an exogenous nucleic acid comprising an exogenous pck/i 
gene fragment containing an antibiotic resistance gene having a site- 
specific recombinase binding site at each of its ends thereof; 

contacting the exogenous nucleic acid with the chromosomal DNA ol'a parent 
microorganism that has an inactivated, endogenous, chromosomal 
gene and an wild-type, endogenous, cliromosomal pckA gene, under 
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conditions that pcnnit homologous recombination beiwccn the exogenous 
pckA gone fragment and the wild-type, endogenous* chromosomal pcM 
gene; and 

cultiiring the microorganism under conditions that permit selection of progeny 
microorganism(i;) comprising chromosomal DN A having the exogenous 
nucleic acid. 

1 5. (Withdrawn) The method of claim 14 further comprising contacting the selected 

microorganisms with a site-specific rea)mbinase that binds the site-speciiic 
rceombinase binding sites under conditions diat permit site-specific 
recombination. 

1 6. (WiUidrawn) T\^c method of claim 14, wherein the parent strain is Escherichia coli 

strain TRN212. 

1 7. (Withdrawn) The isolated or purified pT7 A pckA::loxpcat nucleic acid. 

1 8. (Withdrawn) A process for producing L-threonine comprising: 

cultivating an L-thrconinc-producing microorganism having an inactivated 
clifomosomal tdcBC gene and an inactivated chromosomal pckA gene, 

wherein L-threoninc is produced. 
1<X (Withdrawn) The process oi* claim !8, wherein said cultivating comprises: 

NYC/32,1353.1 6 
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inoculating a culture media; and 

incubating said inoculated culture media for at least about I day U> about 7 
days al from about 28^ C to about 37^ C with substantially constant 
shaking, 

wherein a fermented media comprising 1 --threonine is produced. 

20. (Withdrawn) Hie process of claim 19 further comprising isolating L-thrconinc from 
the fcrmicnted culture media. 

2L (Withdrawn) The process of claim 19, wherein the concentration of L-threonine in the 
fermented media is at legist about 6.5% higher than the concentration of L- 
thrconinc in the fermented media rcsufting from cultivation of a parent strain of 
I^cherichla coU under substantially the same conditions. 

22. (Witlidrawn) The process of claim 2 1 . wherein the concentration of L-thrconine in the 

fc^iented media is at least about 1 3.0% higher than the concentration of 
threonine in the parent Escherichia coli fennenled media. 

23. (Original) An isolated Escherichia coli strain FTR2717 (Accession No, KCCM- 

10475). 

24. (Currently amended) An isolated or purified L-thrconine-producing strain of 

Escherichia coli wherein the chromosomal tdcRC gefie gp^im und the 
chromosomal pcLi gene liiivc been inactivated. 

NYC/323353.1 7 



PAGE 9/4rRCVDAT3/14/2007 2:07:02 PM [Eastern Daylight Time]^ 



